. (A) Formation of stable complexes of 2C with Dvl2 fragments containing the DEP domain and the YHEL motif together with deletions of different sizes in the linker between the DEP domain and the YHEL motif. The mixtures were fractionated by gel filtration chromatography (Hiload 16/60 Superdex 200; GE Healthcare Life Sciences) and fractions analyzed by SDS-PAGE and Coomassie Blue staining. The images corresponding to the peak fractions show a 1:1 molar ratio of the co-migrating components. Lane 1: complete linker (57 residues); lanes 2-5: linkers of 48, 37,25, and 11 residues, respectively. (B) Gel-filtration chromatography (Hiload 16/60 Superdex 200; GE Healthcare Life Sciences) of the Dvl2:2C construct from which crystals were obtained. The elution profile corresponds to a monomer. (C) Molecular mass determination by sedimentation equilibrium of the Dvl2:2C construct used for crystallization. Samples (suspended in 0.5 M NaCl, 50 mM Hepes, pH 7.5) at different concentrations corresponding to 280 nm absorbance's between 0.3 -1.0 were subjected to analytical ultracentrifugation at 4°C (Optima XLA analytical ultracentrifuge, Beckman Coulter) at the indicated speeds and the data used to obtain the molecular mass by multiple fit (XL-I software package; Beckman Coulter). Top panels: fit residual. Bottom panels: data points (blue) and fit (black).
